(A) MST1 activation using Calyculin A (CA). Flag-MST1 was overexpressed in HEK293 cells and later treated with increasing dosage of Calyculin A (25, 50 and l00 nM) for 1 hr. Lysates were then subjected to SDS-PAGE and western analysis. Threonine-183 phosphorylated MST were detected using phospho-MST-Thr183 antibody, Flag-tag were detected using Anti-Flag Mouse (Mse) M2 antibody, and Anti-Actin antibody was used to detect Actin (loading control). (B) LATS1 activation using Calyculin A (CA). Flag-LATS1 was co-expressed with Myc-MOB1 either with or without Flag-POPX2 in HEK293 cells. Cells were later treated with 50 nM Calyculin A for 1 hr. Lysates were then subjected to SDS-PAGE and western analysis. Threonine-1079 phosphorylated LATS1 were detected using phospho-LATS1-Thr1079 antibody, total LATS were detected using LATS1 antibody, and total POPX2 were detected using POPX2 antibody, and Anti-GAPDH antibody was used to detect GAPDH (loading control).
